The rotational variance dependence of diffusion tensor imaging (DTI) derived parameters on the number of diffusion weighting directions (N) has been investigated by several Monte Carlo simulation studies. However, the dependence of fractional anisotropy (FA) and mean diffusivity (MD) maps on N, in terms of accuracy and contrast between different anatomical structures, has not been assessed in detail. This experimental study further investigated in vivo the effect of the number of diffusion weighting directions on DTI maps of FA and MD. Human brain FA and MD maps of six healthy subjects were acquired at 1.5T with varying N (6, 11, 19, 27, 55). Then, FA and MD mean values in high (FA H , MD H ) and low (FA L , MD L ) anisotropy segmented brain regions were measured. Moreover, the contrast-to-signal variance ratio (CVR FA , CVR MD ) between the main white matter and the surrounding regions was calculated. Analysis of variance showed that FA L , FA H and CVR FA significantly (p < 0.05) depend on N. In particular, FA L decreased (6%-11%) with N, whereas FA H (1.6%-2.5%) and CVR FA (4%-6.5%) increased with N. MD L , MD H and CVR MD did not significantly (p>0.05) depend on N. Unlike MD values, FA values significantly vary with N. It is noteworthy that the observed variation is opposite in low and high anisotropic regions. In clinical studies, the effect of N may represent a confounding variable for anisotropy measurements and the employment of DTI acquisition schemes with high N (> 20) allows an increased CVR and a better visualization of white matter structures in FA maps.
Fractional anisotropy (FA) is a scalar measure that can be extracted from diffusion tensor to display quantitative maps. (3) FA quantifies the amount of anisotropy of water diffusion within tissues, and it is a rotationally invariant index which allows orientation-independent comparisons of diffusion anisotropy values between different subjects. (4) Mean diffusivity (MD) is a DTIderived parameter, rotationally invariant, which quantifies water diffusion within tissues. (4) FA and MD can be used to characterize ultrastructural properties and integrity of brain structures, and have proved to be very useful in studying and revealing early changes in many neurological diseases. (5) In neuroimaging, DTI analyses of FA and MD have shown their potential in various disorders such as multiple sclerosis, (6, 7) amyotrophic lateral sclerosis, (8, 9) cerebral neoplasm, (10) ischemia, (11, 12) epilepsy, (13, 14) human brain development, (15) and Alzheimer's disease. (16) Diffusion tensor can be estimated from at least six diffusion-weighted images acquired along noncollinear directions and one diffusion unweighted image. To improve the accuracy and precision of diffusion tensor estimation, more than six diffusion-weighted images can be acquired along six or more noncollinear directions, resulting in an increased total acquisition time. Therefore, there are two options: either to add additional diffusion-weighting directions or repeat existing diffusion-weighting directions. However, there are some basic requirements (multiple diffusion-weighting directions, several relatively thin sections in order to accurately characterize different anatomical structures and cover the entire brain) which make DTI a time-demanding technique. Since, in a clinical acquisition, the total scan time cannot be too long, it is fundamental and of practical interest to optimize DTI acquisitions at fixed acquisition time. In this regard, theoretic analyses and Monte Carlo simulations have suggested that DTI results seem to depend on the applied acquisition scheme. (17) (18) (19) (20) (21) In particular, acquisition schemes with a high number of diffusion-weighting directions (N), and that sample the space uniformly, could improve anisotropy measurements and reduce rotational variance due to noise propagation. (22) (23) (24) The rotational variance dependence of DTI derived parameters on the number of diffusion-weighting directions (N) has been investigated by several simulation studies. However, the dependence of FA and MD maps on N, in terms of accuracy and contrast between different anatomical structures, has not been assessed in detail. Only Poonawalla and Zhou (25) and Ni et al. (26) have reported quantitative human brain DTI data of a multisubject investigation. Poonawalla and Zhou (25) have executed solely ROI-based FA measurements of the splenium of corpus callosum (very high anisotropy, FA > 0.7) and, applying an analytical formalism, have suggested that precision (standard deviation) of FA measurements seems to improve as N increases. Ni et al. (26) have performed in six highly directional white matter structures (FA > 0.5) a quantitative analysis that accounts for the DTI indexes' dependence on acquisition schemes with different N by using a limited number of DTI acquisition protocols (N = 6, 21, 31). Landman et al. (27) have reported single-subject data of a study which has investigated the effects of diffusion-weighting schemes, with N up to 30, on the reproducibility of measurements of DTI-derived parameters. It should be noted that no previous study has performed quantitative measurements to assess the effect of N on the contrast between different brain structures in FA and MD maps; Skare et al. (20) and Jones et al. (28) have reported only qualitative observations. Based on these considerations, and to obtain further insight into the dependence of maps of DTI-derived parameters on acquisition schemes with different N, we experimentally evaluated in a healthy subjects group the accuracy of both FA and MD values in segmented brain regions of high and low anisotropy by employing N up to 55. Moreover, we quantitatively investigated whether the capability of FA and MD maps to characterize different structures varies with N.
II. MATErIALS AnD METHoDS
All acquisitions were performed on a clinical 1.5T MR scanner (Signa Infinity Twinspeed, GE Medical Systems -Milwaukee, WI) with 40 mT/m maximum gradient strength and 150 T/m/s slew rate. A standard quadrature head coil with a diameter of 26 cm was used for RF transmission and reception of the NMR signal.
Diffusion-weighted images were obtained with a spin echo -echo planar imaging sequence sensitized to water diffusion (DWI-SE-EPI) by a strong magnetic field gradient pulse. (29) To reduce intersubject differences, a total of six healthy volunteers (three males, three females) of comparable age (29 ± 4 years) with no history of neurological disease underwent DTI measurements. Written informed consent to participation was obtained from all subjects. The study was approved by our Institutional Review Board.
A. check of diffusion gradients
To check the calibration of diffusion gradient coils, diffusion-weighted images in the axial plane of a spherical (diameter 17 cm) water phantom at room temperature (21°C) were obtained using a DWI-SE-EPI sequence (TR 8000 ms, TE minimum, FOV 24 cm × 24 cm, slice thickness 
B. DTI measurements
Human brain acquisitions were performed by using DTI schemes with different numbers of diffusion weighting directions. Since DTI measurements could depend on the specific set of directions that is employed, we used optimized DTI acquisition schemes. (20, 30) Accordingly, for each DTI acquisition scheme the diffusion gradients orientations were defined by an electrostatic repulsion algorithm, proposed by Jones et al., (28) which arranges the gradients vectors uniformly in the space (Table 1 ). In addition to the scheme with six gradient sampling orientations, the MR scanner can acquire DTI data using acquisition schemes with odd numbers of diffusionweighting directions, up to 55. Thus, the combinations of the DTI acquisition schemes (number of directions/number of repeat of each direction) were 6/8, 11/5, 19/3, 27/2, and 55/1, so that the acquisition times were kept similar.
Diffusion-weighted images in the axial plane were obtained with a DWI-SE-EPI sequence (TR 8000 ms, TE 79 ms, FOV 24 cm × 24 cm, slice thickness 5 mm, interslice gap 1 mm, number of slices 8, matrix 128 × 128, b-value 1000 sec/mm 2 ). The images were zero-filled to 256 × 256 pixels in-plane by the MR scanner reconstruction software. The scan time to acquire the entire DTI dataset was approximately 40 minutes.
To reduce head motions between the repeated measurements, the subject's head was secured in the head coil by means of foam padding and a restraining strap stretched across the forehead. All examinations were performed on the same day, thus avoiding any long-term change of the MR scanner performances. Data from each subject were acquired in a single session so as to avoid the variability associated with repositioning. In each subject session, the order of DTI schemes with different N during acquisitions was randomized to reduce potential bias in the data. The acquired slices included the human brain structures from the cervico-bulbar junction to the centrum semiovale. Table 1 . The x, y and z components of unit vectors that define the diffusion-weighting directions for the optimized DTI acquisition schemes (N = 6, 11, 19, 27, 55) based on an electrostatic repulsion algorithm.
N Encoding Vectors {[g x g y g z ]}
For each DTI scheme, the signal-to-noise ratio (SNR) of the acquired images has been measured. Since the SNR in a selected anatomical region in diffusion-weighted images can depend on the direction of the applied diffusion gradient, the SNR has been evaluated using the diffusion unweighted (b 0 ) images. In particular, SNR has been calculated as the signal mean value of a ROI placed in the splenium divided by the signal standard deviation of a ROI in the background.
The raw diffusion tensor data were processed with a computer software program (FuncTool; GE Medical Systems); images were corrected for motion artifact and eddy currents distortion. Then, diffusion tensor was estimated from the raw data by using the linear least squares (LLS) method and DTI maps of FA and MD were computed voxelwise: (4, 31) (1) (2) where λ 1 , λ 2 and λ 3 are (respectively) the largest, medium and smallest eigenvalue of diffusion tensor. The maps were visually inspected by a single neuroradiologist who had 13 years of experience in interpreting MR imaging.
Postprocessing of FA and MD maps was performed by using custom scripts software in MATLAB 6.5 (Mathworks, Natick, MA) running on a PC. For each single subject, masks of low (L, 0 ≤ FA ≤ 0.3) and high (H, 0.3 < FA) anisotropy regions were generated (Fig. 1) using a FA threshold. Since in fiber tracking reconstructions a FA value usually in the range 0.15-0.3 is employed as a criterion of termination, (32) a conservative FA threshold of 0.3 was employed in order to separate the main white matter from the surrounding parenchyma. Moreover, in previous studies, (33, 34) gray/white matter segmentation of the brain was performed by using a FA threshold of 0.2-0.3. Thus, we can assume that voxels with FA values above the applied threshold were likely to represent the main white matter, whereas voxels with FA values below the threshold were likely to be the surrounding region. The masks were obtained by using the DTI data set with N = 6 and they were applied to segment all maps of DTI derived parameters with different N. The mean value (FA L , FA H , MD L , MD H ) and standard deviation (σ FA-L , σ FA-H , σ MD-L , σ MD-H ) of FA and MD were calculated for each segmented region. With the aim to quantify the capability of FA and MD maps to characterize different brain structures, the contrast-to-signal variance ratio (CVR) between the main white matter and the surrounding cerebral region was calculated as follows: (3, 11) (3) (4) The FA and MD data (FA L , FA H , CVR FA , MD L , MD H , CVR MD ) were separately analyzed in a one-way repeated measures analysis of variance (ANOVA) by means of nonparametric Friedman's test. Then, neighboring data points which were significantly different were assessed by using the statistical Wilcoxon matched pairs test. Correlations between the FA and MD data values and N were investigated by using Pearson (p) and Spearman (s) rank correlation testing.
The DTI measurements were also performed by acquiring an isotropic water phantom. In particular, anisotropy and diffusion maps of a spherical water phantom with a diameter of 17 cm were obtained by employing DTI schemes with N = 6, 11, 19, 27, and 55. For each N, the mean of FA and MD values of a circle ROI (7000 mm 2 ) in the center of the phantom was measured. Then, in order to investigate any relevant effect due to the orientation of diffusion-weighting gradients, the DTI measurements were repeated in another group of six healthy subjects (four females, two males; men age 35 ± 4 years) by changing the orientation of diffusion weighting gradients (Table 2) . Table 2 . The x, y and z components of unit vectors that define the diffusion-weighting directions employed for the repeated DTI measurements by changing the orientations of diffusion weighting gradients.
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III. rESuLTS
A. check of diffusion gradients
The linear regression described very well the experimental data (Fig. 2) . The linear correlation coefficient (r) and the p-value (p) were (respectively) less than -0.99 and 0.0001 (r R/L = -0.99, p R/L < 0.0001; r S/I = -0.99, p S/I < 0.0001; r A/P = -0.99, p A/P < 0.0001) for each main direction (R/L, S/I, A/P). The diffusion coefficient values (a 1 ) were (2.04 ± 0.14) × 10 -3 mm 2 /sec (R/L), (2.00 ± 0.14) × 10 -3 mm 2 /sec (A/P), and (2.04 ± 0.14) × 10 -3 mm 2 /sec (S/I); while a 2 (R/L) = (-0.002 ± 0.076) , a 2 (S/I) = (-0.005 ± 0.071), and a 2 (A/P) = (0.026 ± 0.074).
B. DTI measurements DWI images were not corrupted by artifacts and the signal-to-noise ratio of acquired images decreased as N increased (Fig. 3) . Upon qualitative visual inspection, MD maps obtained by employing DTI acquisition schemes with different N did not reveal appreciable differences in detecting brain structures (Fig. 4) . On the other hand, FA maps showed both an increased contrast between the white matter and the surrounding gray matter and a better delineation of white matter fiber bundles as the number of diffusion-weighting directions increased (Fig. 5) .
Analysis of variance indicated that CVR FA values significantly (p < 0.016) depend on N, whereas CVR MD values do not (p > 0.05). In CVR FA analysis, the neighboring data points that were significantly different (p = 0.046) were N = 6 and N = 11. The CVR FA mean values significantly (r s = 1, p s < 0.05) increased (~ 6.5%, 0.13) as the number of diffusion weighting directions increased (Fig. 6) . Analysis of variance of both FA L (p < 0.005) and FA H (p < 0.03) data showed significant differences among the DTI acquisition schemes with different N. In FA L analysis, the neighboring data points which were significantly different (p = 0.028) were N = 6 and N = 19. As for FA H analysis, the neighboring data points which resulted significantly different (p = 0.028) were N = 19 and N = 55. FA L values (Fig. 7 ) significantly (r s = -1, p s < 0.05) decreased (~11%, 0.017) as N increased, whereas FA H values (Fig. 8) significantly (r p = 0.98, p p = 0.002) increased (~2.5%, 0.011) as N increased. The analysis of variance showed no significant (p > 0.05) dependence of MD L (Fig. 9) and MD H (Fig. 10) on the number of diffusion weighting directions.
The FA values of the isotropic water phantom (Fig. 11 ) decreased (~ 10%) as the number of diffusion weighting directions increased, whereas MD values showed random variations.
As for the repeated human brain DTI measurements performed with varying the diffusionweighting directions, analysis of variance confirmed that FA L (p < 0.007), FA H (p < 0.02) and CVR FA (p < 0.006) significantly depend on N, whereas MD L , MD H and CVR MD do not (p > 0.05). FA L values significantly (r s = -1, p s < 0.05) decreased (~ 6%, 0.010) as N increased, whereas FA H values significantly (r p = 0.95, p p = 0.015) increased (~ 1.6%, 0.008) as N increased. CVR FA significantly (r s = 0.9, p s < 0.037) increased (~ 4%, 0.08) as N increased. The increased contrast between gray and white matter in the image (B) with respect to image A allows a better delineation of the gray-white matter junction that is recognizable along all the white matter borders. In particular, the improvement of image quality is detectable in the insular circumvolutions where the subcortical "U" fibers are clearly visualized only on image (B). 
IV. DIScuSSIon
The noise can couple into anisotropy measurements affecting the rotational variance of FA values. (22) (23) (24) Moreover, it has been suggested that increasing N confers the least sensitivity to rotational variance due to noise. (17) (18) (19) (20) (21) Pierpaoli and Basser (31) have shown by means of Monte Carlo simulation that noise affects also the accuracy of FA values. In particular, FA values are generally overestimated due to noise. This effect increases with the noise and it is greater for isotropic structures rather than for anisotropic structures. The FA overestimation has been shown to be related to an overestimation and underestimation respectively of λ 1 and λ 3 . Since the effect of noise on rotational variance of anisotropy measurements has proved to be biased by N, we hypothesized that also the accuracy of FA and MD values can be dependent on N. Ni et al. (26) have previously investigated this effect only in strongly directional white matter, at ROI and voxel level, by using a limited number of DTI acquisition protocols (N = 6, 21, 31). Both FA and MD have shown no significant differences at ROI level. However, at the voxel level the FA correlation coefficient r 21-31 between the DTI acquisition schemes with N = 21 and N = 31 has been shown to be higher than r 6-21 and r . However, no upstream or downstream trend with N has been reported. The MD correlation coefficients between the DTI acquisition schemes with different N have displayed random variations. In this regard, also the single-subject study of Landman et al. (27) about the reproducibility of DTI measurements seems to indicate that FA can be more consistently biased with respect to MD. In the present study, we performed human brain measurements of FA and MD in both high and low anisotropy segmented brain regions by employing different N up to 55. Furthermore, the contrast-to-signal variance ratio between different brain regions in FA and MD maps was calculated.
Diffusion-weighted images are obtained by using diffusion encoding gradient pulses produced by three independent gradient coils whose well functioning is fundamental for a reliable quantification of diffusion parameters. Therefore, before carrying out human brain DTI measurements, diffusion gradient coils calibration was checked by performing water phantom measurements. The logarithm of the measured water phantom signal loss linearly decreased as the applied b-value increased within a typical range of interest in clinical practice (0-1750 sec/mm 2 ). The measured diffusion coefficient values (a 1 ) of the water phantom along the main orthogonal directions were in agreement with the water diffusion coefficient at room temperature. (35) Moreover, the measured a 2 values indicated no substantial offset in the application of the b-value.
The ANOVA of the human brain anisotropy data obtained by means of different DTI acquisition schemes indicated that FA values significantly vary as N increases. It is noteworthy that we revealed a decrease (~ 11%, 0.017) of FA values in regions of low anisotropy (FA L ) and an increase (~ 2.5%, 0.011) of FA values in regions of high anisotropy (FA H ). The decrease of FA L values was in agreement with the variation of FA values of the isotropic water phantom. Since studies of FA rotational variance have indicated that the effect of noise on anisotropy measurements is reduced when N increases, the anisotropy overestimation due to noise is reduced also and this can explain the decrease of FA L values when N increases. The effect of noise is lesser in high anisotropic structures rather than in isotropic structures. Nonetheless, high anisotropic white matter fibers are likely to be aligned along one of the diffusion gradients when acquisition schemes with high N, sampling the space more uniformly, and reducing any directional bias are employed. Thus, in high anisotropy regions this may allow a more accurate measurement of diffusion both along and orthogonally to white matter fiber bundles, resulting in a slight increase of FA H values when N increases. Notwithstanding FA L decreased with N, we observed that it sharply changed from N = 6 to N = 19, whereas it changed little from N = 19 to N = 55. This is consistent with the Monte Carlo studies of Papadakis et al. (17) and Jones (21) where it has been suggested that at least 20 sampling orientations seem to be necessary for a robust estimation of anisotropy in terms of diffusion tensor orientation independence.
Upon visual inspection, FA maps seemed to be characterized by an improved contrast between different cerebral structures as N increased (Fig. 5) . This corroborated the qualitative observations of Skare et al. (20) and Jones et al. (28) Moreover, the quantitative analysis indicated that CVR FA mean value significantly increased (~ 6.5%) with the number of diffusion-weighting directions allowing a better visualization of white matter. This result demonstrates that the capability of FA maps to differentiate brain structures can be improved as N increases. The MD L , MD H and CVR MD values did not significantly vary with N. The human brain MD results were in agreement with the water phantom MD results. Unlike FA measurements, MD measurements do not seem to depend on the number of diffusion-weighting directions both in low and high anisotropic regions. It should be noted that FA and MD are two DTI derived parameters which characterize respectively anisotropy and diffusivity. Therefore, FA and MD have a different geometrical interpretation: FA measures the shape of the diffusion ellipsoid, whereas MD measures the size of the diffusion ellipsoid. (4) Based also on the study of Pierpaoli and Basser, (31) the FA changes that we revealed can be ascribed to an opposite variation of λ 1 and λ 3 -which is likely to not imply a significant difference of MD values.
In this study, the diffusion tensor (D) was estimated from the raw data by using the linear least squares (LLS) method. The LLS method is mostly widely used, although the nonlinear least squares method (NLS) can be applied as well. Simulations studies have suggested that the NLS method seems to show a lower mean squared error in estimating DTI derived parameters. (36, 37) Nonetheless, for both methods the SNR has proved to be the main limiting factor in terms of reliability of FA measurements. (37) In this regard, the present study indicates that the effect of noise on maps of FA can be reduced by increasing the number of diffusion-weighting directions.
We suppose that our results are independent of the orientation of the DTI acquisition schemes. To investigate this effect, the DTI measurements were repeated in a group of six healthy subjects by changing the orientation of diffusion-weighting gradients. The additional measurements confirmed our main findings, showing that FA L significantly decreases as N increases whereas FA H and CVR FA significantly increase as N increases.
We recognize as a limit of our study that DTI acquisitions were performed on a single MR scanner system. In this regard, more exhaustive studies may be needed to obtain a generalization of our conclusions. However, our results indicate that, in clinical practice, FA values can significantly vary using DTI schemes with different numbers of diffusion-weighting directions. Therefore, before beginning a clinical study of anisotropy it is suggested to assess for each MR scanner the effect of employing different N. Nonetheless, we are inclined to suppose that our results do not represent only a characterization of a specific MR scanner system but that they could indicate a more general effect of N on DTI measurement of human brain for the following reasons: a) the well functioning of the MR scanner diffusion gradients was assessed by performing a preliminary water phantom verification; b) in regions of low anisotropy, FA decreased as N increased whereas, in regions of high anisotropy, FA increased as N increased. We speculate that the opposite variation of FA values in low and high anisotropy regions when DTI schemes with different N are applied is likely to exclude a systematic bias due to the specific performances of our MR scanner. Indeed, any effect of N due only to the specific performance of the MR scanner would have similarly biased FA values of different human brain regions.
V. concLuSIonS
This experimental study complements theoretical analyses concerning the effect of N on rotational variance of diffusion measurements and it provides further insight into the dependence of the accuracy of FA and MD maps on the employed DTI acquisition scheme. No significant difference of human brain MD values on the number of diffusion-weighting directions was revealed. On the other hand, FA values significantly varied when DTI acquisition schemes with different N were employed. It is noteworthy that FA of high anisotropic structures, such as the main white matter, increased as N increased whereas FA of low anisotropic regions decreased as N increased. We demonstrated that, in FA maps, the contrast-to-signal variance ratio between the main white matter and the surrounding regions significantly increases as N increases allowing a better delineation of the gray-white matter junction. In clinical practice, this is likely to allow a better depiction of cortical lesions with respect to cortical lesions extending to subcortical white matter when DTI acquisition schemes with N greater than 20 are employed. Since the FA variation due to N is comparable to the anisotropy change revealed in some pathological diseases (7, 9, 11, 38) (5%-15%), in clinical studies the effect of N may represent a confounding variable for anisotropy measurements. Therefore, it is recommended that group comparison studies and longitudinal studies should be performed by using the same DTI scheme with fixed N for all subjects' acquisitions. Moreover, any dependence of FA values on N should be taken into account when fiber tracking reconstructions are performed. Indeed, several algorithms which reconstruct a fiber bundle's pathway beginning from a certain point of origin employ a FA value as a criterion of termination. (32) 
